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[O 0 0 1 ] 

&^mm^:^^tkmzmtrLi^^'^^-t^ h v:fiyyRx^yxithV -ft^ym^^ 

[0 00 2] 

huys/>tt, t: h, >r5?> t^n, ^7$/, ^v, nvs^. "^^rjtEo^m 

yv^u^^—^xit h V 'ftyyiz^^xm:^^m^^vfxm^mx&s h V -zriy 
y}irjt^). mnxi.i^\^xi^^^yf-^^m.'m(Dmit\zm<. ^t=.. ^=Ehu>^e/ 

V'7W. (Cationic Trypsinogen) }Ly — itr —V ^ (Anionic Trypsinogen)©!! 
[0003] 

2 aiiiE#^ 11-3059859 
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■r-5ri:*^e>, m.%!ik^V^)ifiyzy\i^n^±X^mm\^t=.te^r^'6-T: lu (Tryp 

sin like immunoreactivity: h U ilWt>tlT V^-g>o 

. 223-231, 1984, ^^fffiiS) c ^^iCtihT'li, Mct^ h U M^t" 
Sz:i:lCj:U, Pl^l$:^®T-r-&3il3&^^f*)tlTV^-S (N. Engl. J. Med., 336, p 
P. 1788-1793, 1997)o 
[0 0 0 4] 

V')':^i/yo:>m^miiL>X\t. ^y)/>fjv-L- t;p=^->T^ FJ&if^aMS: 

m^i^x hv^iyy<Dmmm'\i^m^t^:r.tiz^^:&mt)m^^t\>x\i^^t>\ z. 

i/yitM^^xiliiai-Ty^ h Vzftyy. az-^ u ^''wf ymo^ y ^ — 

mi^t hxit. ^"^^-^mo^mm^mmx^&Lxm^tit^skm^^j^mhxi^m 
5&^^T'ii. mi^-^i'fmt^mzi^M(Dmm^nt=.mmf)^i$!>mx'h^t.i3\ 

3 ailE#¥ 11-3059859 



1 0-2 3 6 6 



;^^^:#:0^^*^*S^TV^-& (N. Engl. J. Med., 336, pp. 1788-1793, 1997)o 
[0 0 0 5] 

mm.^M^x%> # ic-f 5^^c^v^TililI^JTLI u-^jvtfci^^m 
v^T^B!I^-r-2>:lt7t)Mf:bti> ^.^m^Xii'tcoAii'^micmMV (Am. J. Vet. 

Res., Vol.50, No. 5, pp. 629-632, 1989) . m^^^^^XUm^-t ^ ^ Uti^^ 
e>tlTV>-5 (J. Am. Vet. Med. Assoc., 192, pp. 195-201, 1988; J. Small Ani 
m. Pract., 24, pp. 583-588, 1983) „ 
[0 0 0 6] 

^[l^JC5^$tlfcT^ y^Se^^Jc^)^) t> Met! -Ala^^ S/^^;!/ 

: 2'e5^$4xS7^ 7^iB^ao^l6#@(DPhe :^^e> 11246 #S(^Asn ^-^CD 
231 MCDT^ y'^JS^*^^^ l^«lC>f 5? r-:t--/^5' hy^2/y->f> 
ttIB^J^C5i33^iJS-^ : l-e^^tl-ST^ 7^SBM®l|16#g®Thr *^^^247 # 
gCQSer tT'©232 M<Z)r ^ ^^^^^^^^J^^) i: S4xTV>S„ -eUT, N %m<r> 
8 3^«*^^»T$tlT, -f5l h U 223M® T ^ 

^LT-f 51 Tr::t:^^y^ h U ^i/^-eii 224M®T ^ y'^^S?: 
^■T'SrS'ttMO h U yi/^il^^-S (Mol. Cell. Biol., 5, 2669-2676, 1985) c 

M*^-H*)it:feRIA ^ (Radioimmunoassay), EIA& (Enzymeimmunoassay)^© ^ 

4 ffiiiE4t¥ 11-3059859 
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i 



[0 0 0 7] 

^^;i/bJtRIA hT&'C^^ (J. Am. Vet. Med. Assoc., 192, pp.195-201, 19 

88; J. Small Anim. Pract. , 24, pp. 583-588, 1983 tSt^) tfK 

mmo^m^rnhv-^^i/y. $^ici±ai-T>5^hu>^i/>, a2- 

V ^J' n n >^ U > ^ (Z) ^ > t If ^57 - L T V \ s =b ® ^ if # ^ j&j^ffi 1? b 

[0 0 0 8] 

5 ffiliE#¥ 11-3059859 
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[3] (a) BH^J^O!)SB^J##l Xtti2^[I##2<Z)^>>'t^^®^fc«-^®ife 
[0 0 0 9] 

C 5 ] mtit<*:A^. 
(1) SE^J^©SH^a## 1 ©Thr^^ ~Ser247^^$tlSr ^ ^^Se^J, 

(4) um^om^m^2(Diie^^ -ksn'^^^xm^ti^r ^ ^mmm 

6 £bIiE#¥^ 11-3059859 



10—236609 



[0010] 
[0011] 

CIO] >^ i'n--^;i/M#:-efe-5 3h$:#|^i:t--5±IB Cl 

] ~ [5] ®VN-r4x*^-IS«<Z)m^fc ; 

Cll) S^^b^ti:^^ >^ ^D--^;i/m#:i?fe-g>^^$:#l^il-rs±fa Cl 
] - C5] ©v^•r4^*^-laa(Dm#: ; 

Cl] ~ C5] (Di^^-fM-^-mmo^m^^ ; Rt^ 
^±m Cl] - C5] <D\^^-rtitf^-'mm(DtfLi^^^m-t^o 

[0 0 12] 

C14] ±m Cl] ~ C5] ®v^■r4^A^-fH«®^a^!|sT^oT, (i) 

t^±m C6] |B«®:^?£; 

S3i:$:#Mi:-t^±ia [6] mm<D:^m ; 

C16] jfii?s, jfii^f, itm. mwm. m. mm. m. mmmBi 

7 11-3059859 
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!^mt-t^±m C6] xit [15] mmo):^m; 

[17] ±m [6] , [7] , [14] ~ [16] ©v^•r;^^*^-E«^^):&^^cm 

v\e>ti^=b®t?feoT, (i) ±13 [1] [5] <z)v\-rtL*^— ia«<z)m^T'fe'; 

J.o@ffi'fl:$tifct;®$:-^^-r-&^^^ (ii) ±1H [1] ~ [5] <DV^■r^l*^- 
[0 0 13] 

[18] (a) mm^(Dm9m^ixitmm^2(D^y^'^^n^r:Lit't<D^ 

J ^ u-^)vmi^^M^h. So (a) iH^j^cz)@e^J#-^ 1 Xl*BH^J##2®^> 
A ^ g ^ li^ OSS:t>* (b) ^ Ogp^^^ y ^ K ^ (^i^*^ ^ S ^ 

[19] (a) i2^il^(Z)ie^i|## 1 X«SH^J#-^2<Z)^>>'N°^R^feli^<^J^ 

vi? >^ 5& if ®i&%(Dll?BiM t X' ^ ^ if <?)t&^® ^ D - ifo^f^^ 
«Rrigj^0Ji§i: ^MflSife-arit (a) gH^rj^(Z)»J## i Xitm^m-^ 2 (D^f 

[0 0 14] 

[20] ±m [1] ~ [5] (D^^-TM-^-mmotfLi^t. m^nnMum 
[21] M^i«iPFiis«s±(c:fmtbfe±fH [1] — [5] ®v^■rn*^-SB 

8 miE4^^ 11-3059859 
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C22] (a) ^j^^-vUTtcm^l^^M (fe-2>VxlMMM3^) ;^>^^SiM S tl#-g> 
[0 0 1 5] 

J-^y. hV zft/y. r—ir~v^ >( h VzftyyAXJf^ 

•^M^^mm-^ti^^ v-^iyymi&^^fj^^fj^^mti'hmitnt^^oizMi- 

9 ffiiiE#¥ 11-3059859 
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[0 0 16] 

yi. hV Zft/yizlt. fi=f-^—V^^ (Cationic) ilT-:^— ^y^M (Anioni 
[0 0 17] 

\^^^-. y^<D:^'^ (Nature, 256: 495-97, 1975)feS V^^d:-?•^^ 

V-:fiyy. ^mMhV-:^SyJ-^y. Vayif^yh h V :fiyyAX^mizm^ 

1 0 aiSE#¥ 11-3059859 



10—236609 



r=.m^m-^ I jkzfmm^-^ 2 (D7 ^ J mmm (moi. ceii. Bioi., 5, pp. 2669-2 

676, 1985)$:#MLTjgl:ff e>:ii:*^prtgT'^.5.„ 
[0 0 18] 

^^Mit. ^^L/<«, M^l^, David et al.(D#^ (Biochem. Soc. Trans. 
, Vol.11, N0.4, 603rd MEETING, LIVERPOOL, PP.351, 1983) izmCX ^ 

hxmm^tir^ij^:^-^:/ i7 >f 5? hvzfiyy^mmvxmmm^jt^j^u-^ 

m&^mm-t^mi^iim^Bmxit. m^it. (i) :j!7^^-'y^' hu>^2/>i: 
7-:^-y^ hv •fzyyii<Dmxm^j^^7^jmmmm^$>^^^it^(DmM(D 
m^r^mmtimmi^xmm^zr^ i^^^rif^yh^^vxi^mzmmL. n^yr 
—y^ hvzfi>ytr-:t-yi7 h V -^t/y t^mmmzm^-t^ ^ tti^is 

^Lxtfim^zf^\^^y'-*f'<yh^mvx^mzmmh. i^^ir-v^ by>^ 

i^y}Ly--^-v^ V •:r%/y}L(n>T^^^m%^^z.}L^^mz-t^^W^\'^ 

mLtc*). (iii) h U:/e/y ->5f>{C#^i-r-5 7b\ h U ^ i/>T'{i?SM®y D 

^mm^mmbxtfcm^zr^ y L^mi^x^mzmm h u y 

1 1 ffilE#¥ 1 1-3059859 
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^) 'ft/y ^ ^'^'^'^ =1 > >^ (Trypsin-Inhibitor Complex) i: 

[0 0 19] 

m^mm ■ mmiJ^^MB^f-m^pLoi^m. m^it. moi. ceii. Bioi., s, pp.26 

69-2676, 1985 lCfB«(3!):)^^$:^aM bT#S ^ t*^-e t€>o 

hu^s/>i±. ^mmn. m^itmmmm. mmmm^j^if^ mmm^mi^m 
mm. m^?iMm. ry^ - ^u-^h^^^y^-^. iK^m 

tfLW^^i^^m^itvt=.ry ^ - • ;5'avh^*^:7>f -?&ifT-^SLffi|g^ 
i/>a>e^©'»#S:«tC/>^y^ K$:-^^bT, •^©-^fi^^^f- l^^^^f^U-^ 

m^:B'mt. mmm. mnm0\'^-rniz^^x^B.<. m^ii> Ed. by e. cros 

1 2 ffisiE#^ 1 1-3059859 
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s & J. Meienhofer, "The Peptides: Analysis, Synthesis, Biology", Vol. 1- 

5, Academic Press, New York, U.S.A.; Ed. by S. Udenfriend & J. Meienhofe 
r, "The Peptides: Analysis, Synthesis, Biology", Vol. 6-9, Academic Pres 
s. New York, U.S.A.; E. Atherton & R. C. Sheppard, "Solid Phase Peptide 
Synthesis, a Practical Approach", IRL Press, Oxford (1989); MMH^^^ 

[0 0 2 0] 

1. ^^m^mm(Dmm 

3. ^oin-vM omm 

6. =Ej ^u—^)imi^cDm^ 

[0 0 2 1] 

1. ^&m^i^m<Dmm 

^f^L<liDavid et al.C^^^ (Biochem. Soc. Trans., Vol.11, No. 4, 603rd 
MEETING, LIVERPOOL, PP.351, 1983) IC^i CT-Y e>#||5W$g-& L/«?) ^ tl 

^ -r ^ h y >^i/>$rMv^<S. ^;thy^i>>li, i&|g#:hy 

1 3 ffitiE#¥ 11-3059859 
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[0 0 2 2] 

(fe-5V>li#^(Z)IB^J<D^$:«-e#-g>) ^^-:^;l/^^^^|t$:•T'-»f^>■r 
Ij;^ U>/<xy h • ^^e/T->(KLH) , 4^jfavf T;!/"/^ >(BSA) , 
[0 0 2 3] 

W^^, m^^b^I^A, 1986^, H*^ft#^lB, if^fb^^^^J^12, 

1 4 ailiE#^ 11-3059859 
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III, m^^t^iiiA, i992^t£}^izMmo):^mizmcx 

y h%^rV=Lj^^ V\^(Rihi)Tty=L7^yh. -^Bmv^^y. BCG . Vtf 

M;^«'x"!7:;^lc^bT>l^j 1-400 /ig/g&#!iT% -'mizitm^m<^(Dm^\^ 

v^7xi: LT«BALB/c^v:;;^<Z)ffi, BALB/c^VT:7:;^i:f(fi^v:7>?>i:©Fiv't;x 
^if $:ffiv^S- i^^S^C^5C, m^flif^rM^ 

[0 024] 

3. ^:nu--;rmm (#Mffim) 

^M^Vf£\i^mS^Wi)^hmS:r. ttf^X^. m:^lt P3-NS-l-Ag4-l (NS-1, Eur. 
J. Immunol., 6: 511-519, 1976), SP2/0-Agl4 (SP2, Nature, 276: 269 ~270, 
1978 ), •e'i'X^cilD-v MOPC-21 -fe Jh'^^y ft 5f5C?)P3-X63-Ag8-Ul (P3U1 , 
Curr. topics Microbiol. Immunol., 81: 1-7, 1978), P3-X63-Ag8 (X63, 
Nature, 256: 495-497, 1975 ), P3-X63-Ag8-653 (653, J. Immunol., 123: 
1548-1550, 1979)tjtE^m^^^Z.ttr^X^^. 8-Tif ^''T-^W'tt® X ^ X 
U--^mmmt^')V^vn]iEK mi& (DMEM^;^) , ^ :^:nyts^^^jvKyzi^m 
(IMDM^^) , RPMI-1640 ^:^^i:*(^mMfC, MK.Ji^-^>y>, h 

hv-ri/>, T^ij-yyfjtifcDm^f^M. «j.?jfiiM(Fcs) tjtE^ta^. ^^iz 
8-r-^ifr-y (Mx.t^ 5~45^g/mi) ^M:^r:Li^mxm^-^n^tiK mmm^ 
(D2^5BmizsEm^mxmf^hxmmBo)mmm^mM-t^:iiif)'^x^^o t. 

fc^fflM«{i> WMU^W^m7°CX^±lZmmi^r:L<D-^ RPMI-1640^%^if 

(D]E'^mmx3mPA±m,w^. iE'^^mx^mLxm^m(Dmmm^mMvr^^ 

[0 0 2 5] 

1 5 ailE#¥ 11-3059859 
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4. tfo^M^^Mn^^u-^mjMiKDmmWi'^ 

±m2. ®x5gtct^v%:^^$tife»iifei, m:^it'7'yy>itm^^^^> 2-50 

MMm^^Ol^^^) , DMEM^*, RPMI-1640 mM^£if<Dms^^M^i^u^. 

^tS-K-ftSbfe-fe^^^V "^^^f ;i'>^(HVJ: Bemagglutinating Virus of Japan) ^cH=fe 

mvf^n^. m-^h<it. M^liao-eoro^/ifU x^i/>^ru n 0.5 —2 
mlinx-^r iiTb'-^^, :$^^-*75)^ 1,000-8,000 ®iKU x^ 1/>^*U n-;l/$:fflv^ 
€>z:i:*^T'^. $e>fc:$^^**^ 1,000—4,000 ®/J< U i/>^*U J: y 

30~60%i:j5:-5 Jc^lc-r-S^ii^W^ bv^„ ig^MlcfSb, m^it^:^ 

VyAm) : ^xn-v^JiMttcD«iI-&li, MAl^ i:i-20:ii:-rsz:i:*^^if^ 

[0 0 2 6] 

mmm^Mthxit. mxit^^^'^y^y^ r^j-f^vyM^^vy^ 

-g-tf, PCS -^^^MEM DMEM^^^, IMDM^:^. RPMI-1640 m 

1 6 mSE#¥ 11-3059859 
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«f(RIA) , ^^^^^^lf(ELISA) , ^%^^^i(fx{^lk) f^l^mm^. ^SVMi 
[0 O 2 7] 

#e>tlfe/^-f^y F-V^li, FCS -g-W^fcli FCS$:-^t;&V^MEM DMEM 

iMDM^:^, RPMi-1640 mmrj:E<Dm^tj^^mm^^^xmm:V. ^(Dm^ 
m^f^-So i^f#J«/^-r:/u F-v©#tt{c3feA£*>, :/yx^> (2,6,10,14-7^ h 9 

kE--^yru-y.<D^^. m^:ty^^^jvRxf-fu'r'<yAio'^2^<Dm^ry 

1 7 1 1-3059859 
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[0 0 2 8] 

X. «-a-lCj:yM7cLT#^tlSFab , Fab\ F(ab')2 V^o fcm#::7^ > 

mm<m^ii^'t^ui^iivxit. igG Mizit^-^rt/ymimM^hxn 

[0 0 2 9] 

1 8 ffiSE^it^ 1 1-3059859 
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- K (forward)-9-> K-f ^^MT "fe^f VNlijtif^ hM 5^MTry-fe-<^if 
[0 0 3 0] 

um^^^^itin.w^mmtxm^^<<Dmi^ti^^^tiXiav. ^^mmxiftti 
$ti-5%®A^a^^^tiTfe ^mmiz^^^x%^m^ti^<D^ni<D%<D0^ 

>^ y > ^ if T t fg'SS # A b T -5 1) © if ti -5 o 

1 9 miE#¥ 11-3059859 



/^Aft 1 0 — 236609 



[0 0 3 1] 

mmmi^> r^mm. ^^mm^ ^ms^m,. it^)\y^^v^y7.i}u'^m. 

^M.m'K. ^mn^^^ Mx.ii^=in-< F«:h*<D3D-r \^m±mn 

/^^y5^FM^^if^*^7K^^^»t-€>^l^7K:9■»#*. ur-if. -fv^^^ 

[0 0 3 2] 

mx^. ^nit±m. ±mm^\:<^^ ^mTi^mitm. ^m^^^^ii^t-^^tj^^n^^x^ 

2 0 ^ 1 1-3059859 
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[0 0 3 3] 

re, 241, 20, (1973) f£ i^izm^^tix ^ V . mt^o^mm^Mmmm^-^. ^ 
z.iZ'^uiym-rhv ^i^fj^idcDmm^m-^i.x. m.it^^m^7i-tstjt}:fvxnv 

hxmm^<Dmf^^^v. ^0'^^^i)^m^iJ^tf^^r^^izmtLxm--&wc(Dn 

[0 0 3 4] 

n KD>?f:^--fe^ ^'•;b=i-x-6- :7:j-^7i- h • ^k: Fn>^:h--fe\ if)vn~ 
^ U :7 ;^ :7 T ^ - if ^ ^**^#if ti s o 

- h jfc >/< y :7 i n vil^^l:, — h □ 7 X — :7 i - F if© U >^ 

2 1 miiE#¥ 1 1-3059859 
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S o 

m ^ jc -5 V > ligij ic^f ^ :i ^ Rllg -r S r i: % ^ S „ 
[0 0 3 5] 

KVya^V V ^ h R ^ h n 7 31 =-;ViS^ h 2/ F^fe if i: iS -D- h 

- }\ymmp^. 7 X n i2 ^ s:^^^ E(om^xj^m\^o ^ ^<Dii-m.m x 

2 2 miiE#¥ 11-3059859 
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[0 0 3 6] 

y^>rs/T^- h> N,N'- jKu ^^i/>i^;^a- KT-fe 

hT^ K, N,N'- ai5=-l/>lfXx'l/>r ^ h\ ai^l/>^*U n-^l/lfXX^i/^^ 
i/*- h, tf>5.i;Ty'<>i^'$/'>, i-x^;i/-3-(3-$;^^;i/T^ 7 :;^n 
^;i/5K2^'>r ^ K, y^^t/y^ 3-(2- hf u :/ni:f:r:^^ 
-h(sPDP), N->^.^ e/>-f ^ s^vi/ 4-(N-v ly-r ^ F;^^;i/) ^/^^ ^/\^•^^>-l- 
:i!J;l/I}<^^/l/- h (SMCC) , }i-7.JV!i^:^^ i/y^ ^PJ\y 4-(N-x' l/>f ^ K:jI 

v-h, N-(£- vl/-r ^ K^:;^n-r;i/:t^>» ny\^^m>r ^ F (emcs) . -f^ 
s-T-fe^;i'^;i/7tj>^bn/N^'^M7K%, ;^^;i/-3-(4'- i^'5^:ri^y 

;i/-3- F:;^p tf;r>-r h, N-;^^ ^ i^">n/-s- T-fe^;b^;v 

?!j >^ h T -fe 7^ - h if If e> ti -g> o 

[0 0 3 7] 

i^thxit. tjii^r£i^^(yA^M^^<'^m^^^v 7.^iyym^ iHVi^-^^:^ 

2 3 ail£#^ 11-3059855 
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ipX'^7o:mi3^X'^^. mi^mm^jtmrnm^i^xit. m^isr^^-hmmm^ 
ymmm^ ^^u-hmmM. ^^v^yymmM. mm^mmM. hV7.-m.mmm 

[0 0 3 8] 

iz^-r^t xnz> z.hii-x^^ f}\ ti€> j^v^-t-o 

[0 0 3 9] 

Lx^'foztfj^x^^. m^it. (a) ^m^^vr (M^if, #?lk^-vut& 

'm^mizi5\,^xm^^vrm^^^mz^mi^m^> ^mzMhx<i^mm^^(o 
mm^tir=.nmt. m)^^ vrm±(D^ii!,Bmz^^mizm^it^tiX^v 
. t^oTm?i^ffiT-=b#»b^vN, m^mzMLx3^m^'^^(DmMm.nmii^ 
(c) mm^titcumci) n^mmmmmmz^mmizi^m-^tix 
fey. mm^ntcmi^un (.$>^^^itumnm tf^mm-^tit^nmn) ^mimt 
bxmz^mmmizWim-t^ j^oizmmm-^nt^umii) t^mmi^iKD&mm 

2 4 ffiHE^^^ 1 1-3059859 
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2705767 -^tCgl^S J; e) VNli-etl?:#%lC L/T^^$nT#J^$ 

[0 04 0] 

[0 04 1 ] 

^^t^^in.mt.m^^t-^nr:^m^^u.mtt)^^^mvx r-y-> ys^s;?: 

2 5 mSE#¥ 11-3059859 
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[0 04 2] 

^4®'fprtlT'*oT=bJ:V^. K-^fnltt©***^i:li. ^?LX^i^*IC^>^§I5fe^''^^i 

:^^rfo''*^gP*J(D|j|lC^^?lCjio T v>S bT v^T J: < , 
n -fe ;i/ D - >^ ^(Z) -fe □ - ;^**5PFT'?^fig-r s :i i: =fo ^ ^ o 

[0 0 4 3] 

2 6 miiE#¥ 11-3059859 
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m^mmxmfjt>^tix\i^^z.ii:fy'^x^^. 

[0 0 4 4] 

:$im.m?kxii. ^MMi ^m^m-fxtsKzuif^x'^^. mMWMmit. mm. 

tfLi^^^mvr^m^. mMm^mz m'^'y:^mii^i ^^tij:oizLx:j5<tj:i£ 
x%h. mMm^^\z\t. "toym. m.mht=.mzm^-&^^^\t^^-t^i:otj^u. 

mM\tm^i'£:f5mx^^ u rip!sm\zm^^^\i^\tu^^h&>^z.iLii'^x^. m 
y hxmmx^^o 

[0 0 4 5] 

2 7 mU^^ 11-3059859 
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jfii^f ^f>/^^7g, t;i/:>'^>. ILIS^^K. 3^->!f>. -fe*^^ 

p> ® ^^li#ic|^^ $ n-r« v^ e zi i: *^ffi5t5€> c 

[0 0 4 6] 

-t^z-^iy^-^^^ Ate r^i^^r^f r ^y-fe-fj , mm±, 

HS5fn49^i§iff ; Ate r^^s^'^>rA7 r ^y-fe-rj , mm±, mm^^^ 

r^^:^«^^J (l|3)K) , Bgftl62^^^^f ; r Methods in Enzym 

ology J Vol. 70 (Immunochemical Techniques (Part A)) ; ISItf Vol. 73 (Immu 
nochemical Techniques (Part B)) ; |SI# Vol. 74 (Immunochemical Technique 
s (Part O) ; Vol. 84 (Immunochemical Techniques (Part D: Selected 
Immunoassays)) ; UK Vol. 92 (Immunochemical Techniques (Part E: Monoclo 
nal Antibodies and General Immunoassay Methods)) ; Vol. 121 (Immunoc 

2 8 ffiiE#¥ 11-3059859 
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hemical Techniques (Part I: Hybridoma Technology and Monoclonal Antibodi 
es))( &,±^ Academic Press^t (USA)^if?) :^if#flS] c 
[0 0 4 7] 

«-rs3i:tc^-5„ :^mmitzvvr^mm(Dmm<^^m^mhV':fyy^^%^iM 

tinmm-^tX'^o -^hiz^^mo^nm-i^. ±M'&Mm^m\^xmM(omm^'pm 
tt^ hvzfyy ^^wm^-t^ zt.\z^i). Piij^m^ e^=^-^- hm^ism 
^mzM.m-&^\^-i.n^n^^^.-t^:^t.\z-^^o i^tcis^^x. m^m-^mm^ 
m^m\ziBn^±m^m(D^mmm. mm^^i^tz.^ y-i3tE<Dmm(Dmm • mm 
(om^ ' mm • mMt^if<DMmx±m^M^mm-t^^inft^x:^mm(D^<D 
^mmm<Dt>'biz^^ti^tmm^ti^, 

[0 0 4 8] 

:$inm(Dm7&Lt=.m'^(Dmm^^m^^z.inz^v^ ^<D^^m^. m^m 

v^^mm, ^(Dmmm(Dm\i^mzmiD^mmzmm^^^^' m^cD^mthx 
, &^\^^it^<Dn<Dmmm^mmmmmzmm-^ti^m^(Dnm^m.^mm-t^ 

±MH^r=.^olz^mmxit>( ^(Diij^:t-y!7 h'J-ftyy^^^miiLXm 
v^>r5^ hV^i/yizM-t^=^J ^u—)-;vmi^^^X^^^i!}\ z.(7)^olzitj^7t 

-yi7^^mizm^i^r^=Eji7u-i-;vmi^<Di^mit±<mmfji=k(Dx. mmiz 
•:fi/ym^^)yLi^m%(D^^^^mm^^m.mr(:^^. ts^n. n h i^^f-i^-^y^ 

h y bTli. y^VWW.fS'^. ^JX-liBiochemistry, Vol.8, No. 7, pp. 

2884-2889, 1969 lCtB«(Z)^^{cm DT^^Uffil^ LTW^c =b® Sr^MT' ^ JSA 

2 9 ffl|E#¥ 1 1-3059859 
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/^^T'fe-&o J&i3, mU^Mmm\Z-iB\^X. mm\t.. IUPAC-IUB commission o 
n Biochemical Nomenclature{C<J: feS V%li^^:$^B^{C J3V^T'llM61^^C'ggM 

U K-v:004-203li, ^p^io^^ 7 ^ 28 H *^ ^S^J^^O < iSr^m 1 T B 1 # 3 ( 
i5>f|!## 305-8566) ®3imMm#X^^$S^^^X^XmS^^BW^m (NIBH) \Z 
^nm^ PERM P-16914 ilbT«ft$4aTVAS„ I^^IC. ^M(D^igM2(g) JCsB 
mcDmhVzfiyy^J ^u-i')\^1rn.i^^m^-t^^^^-:fV K-v:005-20Ui, ^ 
^10^^7H28H7b^e>NIBHlC^lt#-^ PERM P-16915 h bT^K^ V>S. 
[0 0 4 9] 

David et al.CD^^ (Biochem. Soc. Trans., Vol.11, No. 4, 603rcl MEETING, 
LIVERPOOL, PP.351, 1983) lCga«®:&^^»*^i: bTffl V\ tl>®hU:/>> 
Mxlf, Biochemistry, Vol.8, No. 7, pp . 2884-2889 , 1969 ICIB^CD 
■^m. ^iy(DhV-:fZ/y^^l^. m^lt. Sidney P. Colowick and Nathan 0. K 
apian (Ed.), Methods in Enzymology, Vol.2 "Preparation and Assay of Enzy 
mes", 1955, Academic Press (USA)lCfH«©^^$:##l- bTefc^L:^:^^^-^, 

[0 0 5 0] 

'<^<Dmm (27 g) (CO. 125 N (D0®E (150 ml) ^M^. U > 7?/J^^ i^' 

^-hLfc^. 4 x:xi8^m^y^=L^-i/3ymM^i^t=.o iki^l&^i^MM (i5 
ooxg)b, ±m iD^mtco m^tit^VummzitOA2b n (50 mi)§:An;^ 

. •fuy^-x^s'^P^-hLt:^^. (1500 Xg)b, ±m (2)$:f#;t„ 

LT4i^tife±^f (i);Ryf(2) ^—micvf^mmm (i85 mo tt^icgEi?T> 

3 0 ffiliE#¥ 11-3059859 
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^-^7^ (19.6 g) ^M^x. m,mrzy'^=-'y2^(Dmmmm^ o.8MiiLfc„ u 
-^m^^ °c-e2mm^y^=L^-z/3zy^m^Lr:^^. m^i^mm (23,oooxg)b 

(40 mi)^jnAT, mm^^Ki^^v. m^m^t>^M m,oooxg)L. mmt± 
m w^^nr^. mhtir^±m {^)ikz:^ih) ^-mizi^r^m (220 mi) izi^mr 

y=^-ryj^ (64 g) ^M^X. f^^T A^S^^gS^S: 3.0Mi:Lfe„ M 
■^igj?:4 X:-e24^W>r>^3./<-S/3 (23,OO0Xg)b 

, tt:^i:±»$:^itfeo #^tvfe«fc^ic 3.0 m^^t^^-C'A (60 mi)$:tin;i 
T, tfcMSrJ; <«<^b. rj?ClC^>i>^Q.S (23,O00Xg)L, tt:^i:±^»S:^'^itfco 

bT#e>tifctfc^$:^.W:!K (10 inl){c^^L, 1 mnmkXMISxV. ^^CV^-e 
ffitg^^-t^>::^;^?lK$:^iM^^#^ (o.4g)i:u -so x:x^<Dmmmm^^7o^ 

[0 0 5 1] 

5ig^^*-9->y;i/(D^M^j^# (0.4 g)$: 10 ml(7)i^^?g (0.2 M NaCI/0.05 

M cacig, pH 2.6)x^^xmmvr=.. ^(D^y^^hm^^)vmmizij^nxmmm 

Sbfeo >!f;i/Migli> "^-yy^V ^7^ (Sephadex) G-75 (7T>'^'^^T, 3.8 cm 
2 X90 cm)^D5tJv-^§:MV^, ^Kf+S: 0.2 M NaCl/0,05 M CaClg, pH 2.6 , 
: 12 ml/hr. , ^"UXV =y ^ V 5 ml/ *<Z)^#T'^f V^, #:7v^i/3>® 

l^^mgso^^'^*^^^^!^-'' ^SttlSfl^ii. />^I^^IC1.7 ml<D2 mM CaClg/O.O 
5 M Tris-HCl, pH 8.0$:Atl, ^z:{C^aibfc#-y->^;VS:jg^lC#5^bfct;(D 
?:100 n \ -ToAti. rj5(:lC200 /til © 1 mM ^y-J^)\,T)\^^—y^^J\^^7.'r 
;i/ (Benzoyl arginine ethyl ester; BAEE) ^^1B\^X. BM^f^^'^h^. 
^tSAgggSrM^bTM^e^^'ffc^rli^bfc. J&fc, 0.001/min.=l BAEE UnitT'ff 

?S1$(Z)^«?)e)tlfe:7^^^^3> No.36~42$:^i:«?)T— J^tCL, ?*ClCl mMi^^ 

T^^rfb, r^v^T^tf^(Z)■^^>:/;l/?^^^«M^Jl#^ (0.2 g)i:b7to 

[0 0 5 2] 

WiMM^Wk^y:^)\y (0.2 g)$: 5 ml (4 mM CaClg/O.l M Tris-HCl, 

pH 8.0)T=boT^j!^b7^c Kif >'::^;vM4 ^TlS^K^ >^rLK-$x 3 

3 1 ailiE#¥ 11-3059859 
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^vt:^^. m^yi^v2 ^iz^Wii^t^. m^nt^'^y'f)vwi. (9.6 ml) ^ry^- 

y-f—1it.> ^yXT^t^> -fe^TD— :^ (Benzamidine Sepharose) 6B { y T 
;i/V^'T, 0.8 cm^ X12 cin)<^blJ^A$:MV''. D 2 mM CaClg/O.OS M T 

ris-HCl, pH 8.0; 2) 2 mM CaClg/O.OS M Tris-HCl, pH 8.0 - 0.5 M NaCl; 3) 
2 mM CaClg/O.OS M Sodium Acetate, pH A.25;J^Zf- 4) 2 mM CaClg/O.OS M Sodi 
uffl Acetate, pH 3.25 , 24 ml/hr. , ^ LT :7 ^ ^7 $/ 3 > : 2 ml/ 2^®^ 

ml(D2 mM CaClg/O-OS M Tris-HCl, pH 8.0$:Atl, ^3JC^m bfe#-tf- 
>y'';i/?:ja^tC^3g5Lfe=fo®^100 fi \ -r-oA^l, ?^IC200 a 1 ® 1 mM 
>f ;i/7;i/:3p^n>a:^;i/X^XT-;i/ (Benzoyl arginine ethyl ester; BAEE) $:^j&D 

0.001/min.=l BAEE Unifeff-^bito 
[0 0 5 3] 

^^<DMtb^tlt=.y^^i/3y No. 80—93:5: tJ^No. 111 — 121 ^^tl^tl^il&> 

79^i/3> N0.8O— 93CD^'l4li, Cationic TrypsinTfey, y ^ !7 t/ 3 y No. 
Ill —121 <Dfm.lt. Anionic Trypsin X$>^f=.o 
Anionic Trypsin (20 mg) li, -80 X:X'rk<D^M^t.'XU^Lr:L, 

Cat ionic Trypsin (17 mg)(Z)f^, 7 mg(Z)i?-> 0.5 ml<Z)2 mM CaC 

I2/O.O5 M Tris-HCl, pH 8.0 - 0.5 M NaCl X^^X^ML. n^Ufc'^yf )\/ 

m^ry>f —v=-^ -^u^hV'yy ^ -iz-fy^nxmm^mvt^o yy^—^r^ - 
^w^hV^y^ -\t. ^yxrs^t^y ^ym-y. 6b ( yrji^-^t/r, o. 

8 cm^ XI2 cm)OD:j!J^A$:MV^, 1) 2 mM CaCl2/0.05 M Tris-HCl, pH 

8.0 - 0.5 M NaCl; 2) 2 mM CaCl2/0.05 M Sodium Acetate, pH 4.25; JStt/ 3) 
2 mM CaClg/O.OS M Sodium Acetate, pH 3.25 , g^jf: 24 ml/hr. , ^VXyy 
^V^y- 2 ml/ :*:®^#T'ff ofco #S&tB: 2)'e(Z)^mM^^t i:«t)T-^{C 

1 mMJ^^-r'^^L;^. ^*if^, '^y':f)\y\mmmMm (6.2 mg) i:b> -so 

tJ-er^O^ffl^^T'^^Ufco N 5K^T^ y ^:9'tf$:^f Ile-Val-Gl 

3 2 ailiE#^ 1 1-3059859 
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y-Gly-Tyr-Thr T'fe'J, :^Cationic Trypsin^i |@I ^-efeo feo ^©SB^tJli, SEJ'J 
^(DiB^J#-^ : 2 ^C:^§tlTV^S^ Cationic Trypsinogen CDT ^ 7 ^iB^'lI® H 
e24 _Thr29 JC^^^S-T-S =fe;(^T'^-5>o @B^U^(Z)iH?lJ## : 1 iCli^ Anionic Try 
psinogenCQT^ y ^SH^'jTb'^^^tlT V^Sc JifBAn ionic Trypsin (D1?->:;^;i/lCO 

10 0 5 4] 

IIJfeM 2 : ^ y ^ □ -:^;i/m#©P8g 
(a) 

^JSMl •e^S^L'fcCationic Trypsin^rJaMt bTfflV^S„ JltMtrlOO jtig/lO 

0 a1 tr^^^o\zvymmm^mikm.mms)io.m, pH7.4)t-m^l, -^ti^: 

;i/i>'3>$: 6il-^Balb/cjft|vi7:7.{Cja®l^^# (100 /ig/200 /iim) b> 

^^L/feo ioH~2 mmmm^&nxTjtm^^i^r^. 3«ii*n^^t-tt, mm?: 
100 yttg/100 fii nfj^^^oizmmh. ^n^^M(Dyf^^^u^yhrva.j^ 

yhtU^V. :i:v;i/S/'3>S:Migb, Kn: x';i/S;?3 > $:Kfl^l^^^ (100 yt^g/ 
200 /il/ES) $^IC, 10H~2 iiPar^PSS:fe(:t"C^^b7^:= ^gMllCjSCT 

^^ii. 2E5CDV!7XlC:fTo:t„ H^tCAnionic Trypsin L/TfflV^T 
[0 0 5 5] 

(b) KM7J<U^:/^F(Z)iiM 

mn^^ : 3 3 

CysLeuI 1 eSerG 1 yTr pG 1 yAsnThrG 1 nSer II eG 1 yG 1 nAsnTyrPr oAspVa 1 Leu 

3 3 aisiE#¥ 1 1-3059859 
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IleValGlyGlyTyrThrCysSerArgAsnSerValProTyrGlnValSerLeuAsnSer 

LeuG 1 nG 1 y Va 1 Va 1 SerTr pG 1 yA 1 aG 1 yCysA 1 aG 1 nLy sG 1 yLysPr oG 1 y Va 1 Ser 
3<Z)7j<U'^:/^K^^^^K^fi^=il (/<>/'^K^>>-fe1^>fif- 9600 , MiiiiG 

en/Biosearch) ^r-glfflbT, Fmoc-bop^T'-^^bfe, -^fig L Fli Bond 
asphere, ClS^ij^ix (Waters) $:Mv^felS»?g<^s^ O h ^-^:7>f -ICi: 

[0 0 5 6] 
(c) jKU^y^ KilBSA ©^-a-^fi®^^ 

$/>;^-f >^»^:?l'b'r':72/jfii«T;i/:/^>(BSA) i:^-^$i±> 

>^-hhbfeo 19.6ingOBSA $:lml CD O.IM U >^^«?R(pH7.0) IC^^bfc* 
2.22mg (DEMCS (N-(6-maleimidecaproyloxy)-succinimide) $:48.3/i 1 ©2/ 

, ±fB<59?l-^?K^ O.IM y >mM«?R(pH7.0) -^-^ffi^bbfc PD-10 (Pharmacia) 

fB(b) -e-^figbfc-eti-e'^fKDTKU^-^^Fi: o.im u >M^«?S(pH7.o) izmm 

Vl/-f ^ F*S-^BSA lC^b50^g^;i/»$:ig^bfc„ -r^^^t,, 1788 nmol (D 
tKU FlC^fb 20 -40 nmol (JD^^ >f ^ F^-^BSA ^4$:lmL i: 

bT 4*0, 20^P^-f h b, BSA-3i>°i;^>''^ F^-^#$:M^b:to 

nfcBSA-/i<U^>^5=- F^-^^<^^>>'^°^S^i-Sl* 4-6 mg/ml "efeofeo 3^1$: 
O.IM U >^^®?S(PH7.0) -X? 200ytig/150 ytt 1 J: ^ lC#f^ b, 150 /il 

{C:9-^bT -80°CT'2tM^#bfe. 
[0 0 5 7] 

(d) tUV ^-^"f- FBSA ^^-irf^tc J;-g>m#^^^MflS®Mi^ 
tfffH(c) T'MMbfe-€-n€nOBSA-7jf«;/<>^^F^^^ 200^g ^^^^n-f 

3 4 miE#¥ 11-3059855 
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19Hei:34HaiC O.IM U >mM«?S(pH7.5) lC^|^bfcBSA-/i<U F^-^ 
[0 0 5 8] 

(e) mmm-^ 

(1) J6^T®*^^5^feJ:tJ^:&^^Mv^fec 

RPMI-1640 : RPMI-1640 (Flow Lab.) IZMM-M-^ h V ^ (24mM) , 

i^ym-^hV (ImM). >G :*r y 'i/Z^* (SOU/ml) , mW7^:^tyy ( 

100 itig/ml) $:itJ^, F^-^T-<:^T'PH$:7.2 ICL, 0.2 ^itm >:/l^>:7 

NS-1^:N& : J:SaRPMI-1640 ^^ICI^® i/JIJ&ir^jfil» (FCS, M.A. Biop 

roducts)$:15% (v/v) (?)^g^{C:&^ J: ^ fCiUi^feo 

PEG-4000^?R : RPfII-1640 3j< U 1/ > i'* U n - ;i/-4000 (PEG-4000 , M 

erk &Co.)$:50% {vi/n)lzrjt^ ^oKM:^t:^^M^^^^M^Vt:La 

8-Tif ^*T->©'li^:3^n-x'mSP2 (SP2/0-Agl4) tCDM^lt. Selected 
Methods in Cellular Immunology, p.351~371 (ed. B. B. Mishell and S. N. 
Shiigi), W. H. Freeman and Company (1980) iCgH^CD 01 ^(D:^^^^^^^^ 

[0 0 5 9] 

(2) ttifH(a) xtt(d) vmmi^r=.^mmmf^ (mjbs^ioq %) ^^ain-x^ 

m (^0JiS^lOO %) ^S: 5:1 ©Jt^T^Je^T^^I'i'eife-^ b:fe. ^^l-^tl® 
5i h y y ^ -vm^^n^tlRPMI1640^:ffiT'gfc 

^u^ht^. 1 xio^ ~6 xio^ m(DmmmmmizML sxio*^ -2 xio^ «® 
m.^m^Lt^o mmi^rcmmiz37°cKMULr^5o% peg-4ooo-^wmi-i64o 

3 5 aiSE#¥ 11-3059859 
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i^mmwi.. m^^nmm. ^m^-^r^o r^ic^utsox peg-4ooo^« 

RPMI-1640 ^;^©2'fg#:^(Z)37lClcMbfcRPMI-1640 2 ^mX^r V r=. 

$e>lC«bfe50% PEG-4000^*RPMI-1640 7 RPMI-1640 

e)lC37'C{cMLfeNS-l^:%S:, tfcMb:^cmic5i-^>^^lci;D^, :^^v^lHmS: 
ig96yf7>f ^7n':7x;i/tC':7ni;i/^U ^oiD-vMJBS*^ 6.0X10^ M^*SJ:e>lc 

[0 0 6 0] 

(f) 5g^^*^CJ:-g>/^>f ::^U F-VG)S#^6*Jit5i 

(1) mmvrc^m\t&<r(Dm^)x:^^o 

HAT^%:tufH (e)^(l) T^^^fcNS-l^^tC, HlCll3j<^i^>^> (100 fi 
M), T^y^^T^U^ (0.4 /j.n)i3^XJ^^S.Vy (16/tM)$:^x:^ = 

So 

[0 0 6 1] 

(2) mm {em<D^mm^^^B (ihs) > mmKJi:;^v-)v\^Kv hxEk 
T mmzm mo.u\)^iM^=&o 2, 3. 5, su^izi^mo^^ (^o.imi)$: 

ifbV^HAT llH@^C:^^0^^$:iTb^^HT^:*T'g$m;if=:o 

14 0 SJcyN>f :7'U K-v®^W*^Efe|Hg^cT0.^?)b^lfc^^7:t;^^cov^T, 
i5i{*:^^^^b^ (ELISA)lC<fcy|^'ffi':7:i:;i/^M^fe. 

h-r-5= Mxli. hU^e/>5:i ;tig/mi^^^ j;e)tc|iigb, 100 /tl/'t7x;vi: 
r^S^OlzmM^S. mc^^:^?\^^^^m^^S (0.05% Tween20 (^S,i&) 

3 6 miiE#^ 1 1-3059859 
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iktiii^ t.l.x ® $ t^^;i/:t ^ 2/ (HRP) mm-^ ^tn.-^ ^X:^m^u:fv 

> (Cappel) ^mX. $e>lC37X:T'^l^P^»»b:fec »HT'feeii^ 

mi^a (MRP-A4, *y-) $:ffiV%T 409nin(DlS5^^T'?RI^bfeo 
[0 0 6 2] 

(g) /\>f :/u K-v<Z)^ n-^>y 

-etl367\:, 367^, 247^iCiD;^fc, 5 0 S> 12 0 S IC^^7 ai;i/{C^O. 1ml (DNS-m 
[0 0 6 3] 

y y#M6*I'i7-9*^tnLV'^XlgG (Zymed Lab.) $:iiDX.>to PBS lCj;ySfe 

[0 0 6 4] 
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mi ^ 



{7 a — 




Cat ionic Trypsin 


Anionic Trypsin 


004-301 


yl/ic 


+ + + + 


+ + + 


004-312 


71/ K 


+ + + + 


+ + + 


004-203 


7I/K 


+ + + + 


— 


004-214 




+ + + + 


— 


005-201 


7l/iC 


+ + + + 


— 


005-202 


7I//C 


+ + + + 


± 


005-203 




+ + + + 


+ 


005-204 


7I//C 


+ + + 


± 


005-205 


71/ic 


+ + + + 


+ 


005-206 


7I/A: 


+ + + 


• — 


005-208 


7I//C 


+ + + + 


— 


007-202 


7I/A: 


+ + + 




007-203 


71/ic 


+ + + 




007-205 


7I//C 


+ + + 




007-206 




+ + + 


+ + + 


007-207 


7l/« 


+ + + 




007-209 


7I//C 


+ + + 
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V o — -/w^ 


tr y V ^ ^ 


Gationic Trypsin 


Anionic Trypsin 


008-202 




+ + + 


— 


008-204 


tUK 


+ + + 


— 


008-205 




+ + + 


— 


008-206 


tVk 


+ + + 


-- • 


008-207 


jI/k 


+ + + 


— 


009-201 




+ + + + 


— 


009-202 


fl/K 


+ + + + 




009-303 




+ + + + + 




009-204 




+ + + + 




009-205 


rl/ic 


+ + + 




009-206 


y2a/#c 


+ + + 




009-207 


yl/ic 


+ + + 




009-209 


7I//C 


+ + + 


± 



[0 0 6 6] 

004- 203 li, PERM P-16914 t UT 

005- 201 \%. ^ffe## PERM P-16915 hbT 
tl W07^ 28 H *^ e> NIBH C Wfe $ tl T V ^ § o 

[0 0 6 7] 

#P>tife/N>f 7*U K-V«S:NS-1^:®T'^«L/, -e^i^t*^ e>?i^lO~100 
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sfe, ^i^immmz-^r^jT.^zy^m^p^^^^f^'^'^^ (Baib/c^. m. e 

[0 0 6 8] 

||jeM2-eMigbfc^=E7 ^ □-• ^;Vtn:^®Cationic TrypsinS.t?An ionic Tr 
ypsin i:(Z);R0ftlir^<Z)MUCD:^^^-e^l^bfc. J^^, Cationic Irypsin^mn 
ionic Trypsin li^JgM 1 IC^ V^-r 5?P1!1<J: U «^ 0:^ V^:to 

967^^ -^n^>f hlx-S/a>:^l/— h (costar) IClOOng (DCationic TrypsinX 
liAnionic Trypsin ^iOA, 4 *CT— 5^=1- h bfc. Z.t\.\Z.. i5t h U >^e/>=E / 

^7. IgG • IgM • IgA -HRP (KPL) 1 iag/mliDX, 37^T- 1 ^r^>f >^3./< 

(MRP-A4, :*y-) $:MV^■r492 nm(Z)lS3t;S5:M^bfe<. 1^^^ 

(7)gSlC J: U , ^KJ^Sii + + + + + b^lHl^ 

(- : OJg^Jl ^.mm. ± : 0.1^^± 0.27ic^. + : 0.2i^^± 0.47|^p. ++ : 
0.4Je^± 0.6*^, + + +: 0.6JSA± 0.87fc^, + + + +: O.Sfi^i I.Ot^^ 

, + + + + +: 1.0 je^±) 
[0 0 6 9] 

e>7g^3&2 ^i=i-^>'^*n;^^°-^No,004-2 
03fej;^jJ^y ^ □ -:^;i/i7t^|c^ □ — >No.005-20lC^)M^5^'^*3-&i-«fcoT, h 'J ^ 

a - ^ o - >No,004-203«. ^ 7 ^ a n - >No.005-208i: 

4 0 aJtE#¥ 11-3059859 
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^J^U—f- ^ □ - > No. 005-201 feev>lj:^'n->No. 005-208 }l%^^^iD 
[0 0 7 0] 

(a) mmm^^u-( \^(Dmm 

200 nl(Dm^yi^^'t(Dm.^.t.XMmiL. mmVX\^^^iZA ml(Dl% HAUCI4 ^ 
t^^inV. JI(C4 ml Trisodium citrate$:^;!rtl-r^ „ ^tK^-feAv Wfe*^^ 

WHtO.2 /im (Dy JV^-tlML. mMinvx^mi^ttL. 

>r K2:t«m«lCi: -?-ti{cm#^^?RS:)W^^ 0, 1, 2, 3, • • • ,15 yttg i:;&-g> 

j:e)ic^*DL, ^2 ^mmwhtz.^. ^n^emzioo /ii 010% mcmmwi^^ 

[0 0 7 1] 

(b) mmmi^omm 

±fB(Z) j;e)lCLT#^tlfe50 ml (D^3D>rFM (PH 9\Zm^Lt=.^<D) tC, 
2 mM(DBorax ( jfH^M^Xm («^) ) KM LXm^ ht^O A fi sMmm<Dmh V 

JV'fS.y (BSA)-^^2 mMOBorax ?:5.5ml ^^*D-t^o # ^ tl^M-^^^ 5: 10,000 r 
pmT'^30:$^r^»^£>^0!5lb, ^mLXm^tlt^iJumiZ^ iblznBSk mM Borax 

^WMhXyi<h. SSIO.OOO rpmT^30rS'r^M^l>^ilU, re)LT^ItL/T# 
^tlfetfcM{Cl%BSA -^JtlO mM TBS ( fD^^mXH (*) , pH8.2) $:^iJD UT 

[0 0 7 2] 

4 1 ffiliE#¥ 11-3059859 
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(c) -&)\^^^i^^n^o^wm 

^V^)^i/y'^J ^u—i-)\^nM^^AYi ^yyWMMWi (pH7.5 ) tc^^b. 

2 mg/ml (Z)?i^lCM$?-r<5o :i 7 ^ D 5:^#^-^ffiKSNHFK 
UiKr) ±ic 1 r^yir>f 1 ^l/linei:;^-g>J: e>JC#«$-fr-&. 

y>^M»M (pH7.5)C^30:9'r^^Sb, r^lCO.OS* Tween 20$:-^tJ5 mM^l?- U 

[0 0 7 3] 

(d) hop^ 

(pH7.5)lcm0^raSb. Tween 20S:-^tf5 mM^^-U>^^ 

(pH7.5)C*?j30:9-r^^LTA^e), ^50r T'*tl30:S-^^^-r ^5^Lfcn> 
0.05% Tween 20, 1% BSA^tJ? 5X 3li?:^t/2 mM^Bora 

[0 0 7 4] 

(e) 1 >''-t?-> ^y5=-T»y-fe^ 

±IH(c) s.tK(d) Tii^$tifcA-^:y$:Miz:T. ^'n-igg^r^iS 

SA$:-g-t?10 mM TBS (pH7.5) tC^W^ U :t h U ^ J/ > 5:^^ b, ti^g6^®^2|t)t 
WMWi^m^X^^ -en$:^^ilbT50/il -r-D. ±iH® J:9lCbT#^b7^^7=- 
-yu-mWiZ-^m-t^. hU >^t/>?iK5~10 ng/ml<DV^-rt^^Ci3^^T% 

fo ^:3tl-f K^^m^i: bT^y ^7 D-:^;i/m#:^n- >No. 005-201 $:MV^, 
i: b T ^ / ^ P -f-;i/m<4s ^ n - >No.004-203?:M v^ 

[0 0 7 5] 
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004-203 


004-214 


005-201 


005-208 


004-2!03 




X 


O 


O 


004-214 


X . 




o 


O 


005-201 


O 


o 




X 


005-208 


O 


o 


X 





[0 0 7 6] 

(f) m^i7.^y:fV-y v^ryiE-^ 

«^Lfe hu :/i/>$:o.iM vymmmm (pht.s ) izmmv. 2 mg/mi <Dm 
5ox:vmso^mnmhr^^. 1% ^sk^^mo mM mm- vymmmw. (ph7.5)ic 

J^30:J>raSL., Tween 20^^ti5 mM^^- V ymmmWL (pH7.5){C^ 

^^(DmmmmmwLtimmh. ^n^^^iivx5o,ii -ro, ±m<D^oizi,x 
m^htz'^v^'^jv yu-mmizmmt^. i-u:/e/>?g^ 250-500 ng/mi © 

m-^titcL. ^nu^ K^^mf*:^UT^ y ^ u~i-)itfL^^ u ~y Ho. 005-201^ 

[0 0 7 7] 

4 3 ttiliE#¥ 1 1-3059859 
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.S/ig/lane) $:Mtc^#TSDS-PAGE (10% total Acrylamide) tC-fttL/fc^, if> 

U—±/\yUi^'!7U-y No. 005-208 (1 mg/ml) S:MfS;$-&, Nomura, H. , et al. 
, Cancer Res., 55, 3263-3266 (1995) {CfB«® ^^^tCt^^o T T tT > • l^:^^ 

0.005-208)*^, >(5Lh'^)-:fyyW^^ (Cationic trypsin) hK^-t ^ Z-iL-k^ti^ 
[0 0 7 8] 

mmme F-r^y ^eia 
(simmmmtfLi^ (ug-hrp ^-^^ic) ©mih 

(1) sEmmmieG <Dmm 

J. Immunoassay, 4, 209'-'327, 1983 tCfH^COIshikawa et al. (D:^^iZ^-o 

tyyizMl^RJ^iiii^M^^ti^'ej^u-^Jvmi^ (igG)$:^o.iM'j ymmWW. 
y^=LK-iyByt^o ^kiz^ mioo /ii oymo.mh v :^-^m^WW. (ph,^7. 

0), miOfil OD^O.lM EDTA mW. (pH*!j6.0), ;?^J100 fil (D^lMt: K n ^ e/;i/T 

^ymm (pH^7.o)$:in^, 7^3or, m^-^m^u^. ^smM Emk^mm^nv 

ymMWWL i?m6.0)X^m^tLt=. Sephadex G-25-e>!f;i/6 S^mmMin.^ 
[0 0 7 9] 

(2) Vl/>f^ K^^HRP (Dmm 

HRP $:^10mg/ml (D^iSlC J&e <fc e) IC^O. IM U (pH5^7. 0) IC^^ L 

, 3tl{CDMF IC^MbycEMCS^rHRP *{CM bT*«j25^^ ;ix**D;^. ^30X:, S^30 

^m^jz^-^'&^o z(DRjtw.^^o.mv ymmw^ (pm6.o)x^m^tLt=. sep 

4 4 ailE4t^ 11-3059859 
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hadex G-255lj9i^-r'>f;i/5a®L> V b-f ^ FSI^HRP llf:J>^:$^m-r-g>o 
(3) IgG-HRP^-&^<DM^ 

[0 0 8 0] 

(b)^^^^m^*^(Fab'-HRP n-km (DM^ 

(1) Fab' (Dmm 

, mzmmmit-r^. :^^lZ^<DmmiZ^ J^2II Iris-HCl ^?g(pH7.5) ^iMPi 
TpH?:7^7.0 lCil^-r-g>3i:lCj:oTM^S$:^^lh^-l±, ^0.1MU>^^®?K (pH 
^7.0)T?^#S^l:bfc^7;i/ hn-?f;i/ Ac A44 7!J^A?:fflV^:/^>f;l/5Ji^C J: F(ab 

mW. (pH^6.0)*T'M=&f b, «$l?i^lO mM i: J: ICT ^ 

i^m^^rin^, 37t:T'904)-raM5t:bfc^. »!j5mM EDTA-^^^O.IMU ( 

pHJ^6.0)"e5{l|g>ftL/fet7;^ b n>?f;i/ Ac A44 :*^A^ffiV^T^;l/5iib, Fab' 

[0 0 8 1] 

(2) Fab' -mF^^iif^<DmW: 

tuSB(i) mxmmi^t^'m^^oFzh' izMvx. ±m (a)(2) rnxm^titzLm^ 

i^icDvl/^ 5 K^liHRP i:bT^^;i^tc^-g><fc'9lcM®:$>§:m-B-b, $^>lCFab' 

^o.iMu>^^w {pEms.o)x^wi-t^, Z0m^m^m4.'c. mzommRm 

Fab' (Z)j^iO'^^;i/*(Z)N-x^;i/vu^ ^ \^x^Rj^(DSES^:fu^y^ir^. 

ziti^m.m ymmwm ipme.5)x^mithr^^jvhu¥;v ac a44 ^j^j^ 

$:fflV^T^;^5iiL, Fab'-HRP«-^#:®:9'$:^''^^. BSAfe i;tJfO.OO 

4 5 iiJlE#¥ 1 1-3059859 
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[0 0 8 2] 

(c) ^Ji7u —TJiyirii^l^^mi^comm 

J. Immunoassay, 4, 209~327, 1983 iCfS^® Ishikawa et al. (D:^'^\Z'^-d 

1 i-oinx., J^4°c, *«j24^r^#e-r^c x!fi.\z^J 

. J^l%BSA,j^0.1Mm^b^ ^ 'J ':7A;5:y^*^10inM EDTA -g-^^SOmliy (pH 
3!?J7.0, ^»?g[A)^:g-^7 3:;i/lC^300 )[i 1 -ToAd^, ^4t:;T'^#fSo -^ffl^ 
Ji^JO.m>ffc:^hU^A-^>&^^10InMU>^^W (pH^7.0.^?i^MW) 3 HI 

[0 0 8 3] 

(d) 1 >?.5^ F-f ^EIA illS^©^^ 

^ ^hv^yy^mw^f^ T-#flb96yc-^-f ^ I/- hic60/i 1 in^Sc ^ 

0 /.I M^. m^xzwm&m^^. m^mmmx3mmwt^. r^ico.o2%ii 

^'fbTK^-^^ffO.lM^nivm- y (pH4.9)lC^^l.fc2ing/inl, o->':n^ 

l/>i/T ^ ^^r'^^^l^^ *J 100 /il in;^, ^MT-SO^^ISMffr^. 2Ne^^ 100^1 
^.iOb, yR^&^r^lh^-fr'Sc :iCD;KfS;M?S(Z)A492$:V>r^'n-/l/-hU-^*- ( 

MPR-A4. ^y-) ^^v^TM^■t-5o :i:ixm\'^^m^1^i^MnMtn.i^it. m 

[0 0 8 4] 

(e) 1 y.v^y^i)-y ^y^Elk m 

mmmkx> -^p^hv^tyy mmnn) fe^vxii>f 5t hu 

4 6 ffilE#¥ 11-3059859 
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zfu-hizeofi^ -ro^Dx-ilfn-rs. :i(Dm^^^mUic) T-^^bfe^ji^^-^ 

IC, 0.02% iiiMTK^-^^OaM^X^^-U >^M«IS(PH4.9) JC^«^bfe 2mg 

, zmm iooai ^iDb;Rf5^#it^i^^o z.<DRmnm(D A492 

[0 0 8 5] 
(f) 2>?.^'y >^-9-> hM^y^EIA ^ 

bjc looAii *nx., ^?aT'2^K;R/^;s-&, mwmmmxsmm^-t^. mz. 

_hfB(a) -e^^b;fe^m=mii^«^IgG-HRP ^ lue/m^t.t£^J^olzmmm^ T'# 

3iHisfe?ti-"So 0.02% mm^tyi^m^mo.w^:r.ym-vymmmm (ph4. 

9)lC^j^b;t 2mg/ml o-7 ai:^ U^S/T ^ > 5: U 100 /il iD;^. 
X'SOi^mRJ^^^ 2^mm. lOOAtl ^jDbjRf&^ffJh^itfco z:®Hi:&M?S<^>A4g2 

[0 0 8 6] 

(g) ^mumMmmnm^nm. 

m -e#3B^b^c-f 5? hUy>>> (^mS^^Jf) ^^V^^i. 1/1-1/3 2^JC'fg 
[0 0 8 7] 

4 7 miE#¥ 11-3059859 



10-236609 



(h) mmmm.nm. 

UnWL m^it. 0, 5, 10, 20:SLt?40 ng/mO $:^30/il -fo^r^inbife^feO^: 
^'P^t.h. 60/* 1 ®S*=m^^#^(Fab'-HRP)M$:An^§o CKOM-a-JgiSrm^^^^S-^ 
>/'l/-hlC 100/il AD;i, talS(e) lCfB«bfe^^hl^#lC bT-f 5? h U >^>>> 

[0 0 8 8] 

?:S!l^bfco -f 5? h U-/^>>li, ICt^VN-f ^PMi ypi^bfc Cationi 

c Trypsin Xli Anionic Trypsin?:^ ^^, H h hU ^2/ H M 

(DUi^mwimniit'if^/^hVzfiyy N- EiA ( 0*^^xN • vu:t> • 

WISLfc Cationic Trypsin ;R.OfAnionic Trypsin ^^rO.lMU^^^WM 
(pH7.5) lzmmi^> 0.5mg/mltiS{CMISL.fc„ ^(D^?K5/tl Toil*;, O.IMU 

h U >''$/>^?SS:150 /il -r-D:si^yKy^=L--:fizm*). $ ^ tCO. IM U 
M (pH7.5)^inx.. 200 , 100 , 50> 25, 12.5^t>*6.25ng/inl <D^mm(D h V ^ 

iyym^mmLt^. mmizhx. n^--^^ Ahv^iyy m-eia ^^hizm^^ 

tlTVNfetlh h 600 , 400 , 200 , 100 , SO^atJ^lO ng/ml 

(D^mmo) h V 'fyym^mmi^t=.. ^mm<D h v ■^^tyym^A^m.mmz^^^o 

4 8 ailiE#¥ 11-3059859 
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oiDx., 37n?30^raMjC£;$-&. ?5fe?^?KT2ia;K-;i/S:?5fe^b}t(2mlx2)„ ;J<- 
#;Kf5?S®A4g2 niBS:M^b:t^:i5, Cationic Trypsin, Anionic Trypsin 

itm^. n^jTif^A hu M • EiA ODH h h U ^ n-^;i/Jii;^*:i: 

— ■^-;i/ia'^S:®V\T, 51 Cationic Trypsin J^X^^f ^ Anionic TrypsinS:?fl!l^ 
[0 0 8 9] 

114^ 





fc h K urS/VtiPaSRS (ng/ml) | 


0 


1 0 


5 0 


1 0 0 


2 0 0 


4 0 0 


6 0 0 1 


A492 ^ 


0.017 


0.065 


0.224 


0.399 


0.538 


1.147 


1.584 j 


0.017 


0.131 


0.202 




0.697 


0.953 





[0 0 9 0] 

[«5] 





>f 5iCationic TrypsiniSS (ng/ml) 


6.25 


12.5 


25 


50 


100 


200 


400 




0.048 


0.021 


0.023 


0.017 


0.029 


0.017 


0.021 


0.019 


0.019 


0.018 


0.017 


0.019 


0.015 


0.019 



[0 0 9 1] 

4 9 miE#¥ 11-3059859 
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[*6] 





>f 5? An ionic Trypsin iRjg (ng/ml) 


6.25 


12.5 


25 


50 


100 


200 


400 




0.023 


0.020 


0.023 


0.021 


0.020 


0.023 


0.032 


0.023 


0.024 


0.021 


0.020 


0.022 


0.019 


0.038 



[0 0 9 2] 
[0 0 9 3] 

SEQUENCE LISTING 
<110> Fuji Yakuhin Kogyo Kabushiki Kaisha 
<120> Monoclonal Antibody against Canine Trypsin 
<130> P-98NF265 
<140> 
<141> 
<160> 5 

<170> Patentin Ver. 2.0 

<210> 1 
<211> 247 
<212> PRT 

<213> Dog Pancreas 
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<400> 1 

Met ASH Pro Leu Leu lie Leu Ala Phe Leu Gly Ala Ala Val Ala Thr 

1 5 10 1^ 

pro Thr ASP Asp Asp Asp Lys He Val Gly Gly Tyr Thr Cys Glu Glu 

20 25 30 

Asn Ser Val Pro Tyr Gin Val Ser Leu Asn Ala Gly Tyr His Phe Cys 

35 40 45 

Gly Gly Ser Leu He Ser Asp Glu Trp Val Val Ser Ala Ala His Cys 

50 55 60 

Tyr Lys Ser Arg He Gin Val Arg Leu Gly Glu Tyr Asn He Asp Val 
65 70 75 80 

Leu Glu Gly Asn Glu Gin Phe He Asn Ser Ala Lys Val He Arg His 

85 90 
pro Asn Tyr Asn Ser Trp lie Leu Asp Asn Asp lie Met Leu He Lys 

100 105 110 

Leu ser Ser Pro Ala Val Leu Asn Ala Arg Val Ala Thr He Ser Leu 

115 120 125 

Pro Arg Ala Cys Ala Ala Pro Gly Thr Gin Cys Leu He Ser Gly Trp 

130 135 140 

Gly Asn Thr Leu Ser Ser Gly Thr Asn Tyr Pro Glu Leu Leu Gin Cys 

1CA iR'i 160 

145 150 

Leu Asp Ala Pro He Leu Thr Gin Ala Gin Cys Glu Ala Ser Tyr Pro 

165 170 175 

Gly Gin He Thr Glu Asn Met He Cys Ala Gly Phe Leu Glu Gly Gly 

180 185 190 

Lys ASP ser Cys Gin Gly Asp Ser Gly Gly Pro Val Val Cys Asn Gly 

195 200 205 

Glu Leu Gin Gly He Val Ser Trp Gly Tyr Gly Cys Ala Gin Lys Asn 

5 1 ffiSE#¥ 11-305985! 



10 — 236609 



210 215 220 

Lys Pro Gly Val Tyr Thr Lys Val Cys Asn Phe Val Asp Trp He Gin 
225 230 235 240 

Ser Thr He Ala Ala Asn Ser 
245 



<210> 2 
<211> 246 
<212> PRT 

<213> Dog Pancreas 



<400> 2 

Met Lys Thr Phe He Phe Leu Ala Leu Leu Gly 

15 10 
Pro He Asp Asp Asp Asp Lys He Val Gly Gly 

20 25 
Asn Ser Val Pro Tyr Gin Val Ser Leu Asn Ser 

35 40 
Gly Gly Ser Leu He Asn Ser Gin Trp Val Val 

50 55 
Tyr Lys Ser Arg He Gin Val Arg Leu Gly Glu 
65 70 75 

Ser Glu Gly Gly Glu Gin Phe He Asn Ala Ala 

85 90 
Pro Arg Tyr Asn Ala Asn Thr He Asp Asn Asp 

100 105 
Leu Ser Ser Pro Ala Thr Leu Asn Ser Arg Val 

115 120 
Pro Lys Ser Cys Pro Ala Ala Gly Thr Gin Cys 

5 2 



Ala Thr Val Ala Phe 
15 

Tyr Thr Cys Ser Arg 
30 

Gly Tyr His Phe Cys 

45 

Ser Ala Ala His Cys 
60 

Tyr Asn He Ala Val 
80 

Lys He He Arg His 

95 

He Met Leu He Lys 
110 

Ser Ala He Ala Leu 

125 

Leu He Ser Gly Trp 

ffiSE^^ 11-3059859 
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130 135 140 

Gly Asn Thr Gin Ser lie Gly Gin Asn Tyr Pro Asp Val Leu Gin Cys 
145 150 155 160 

Leo Lys Ala Pro lie Leu Ser Asp Ser Val Cys Arg Asn Ala Tyr Pro 

165 170 175 

Gly Gin lie Ser Ser Asn Met Met Cys Leu Gly Tyr Met Glu Gly Gly 

180 185 190 

Lys Asp Ser Cys Gin Gly Asp Ser Gly Gly Pro Val Val Cys Asn Gly 

195 200 205 

Glu Leu Gin Gly Val Val Ser Trp Gly Ala Gly Cys Ala Gin Lys Gly 

210 215 220 

Lys Pro Gly Val Ser Pro Lys Val Cys Lys Tyr Val Ser Trp He Gin 
225 230 235 240 

Gin Thr He Ala Ala Asn 
245 

<210> 3 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Designed 
peptide to act as an immunogen 



<400> 3 

Cys Leu He Ser Gly Trp Gly Asn Thr Gin Ser lie Gly Gin Asn Tyr 

15 10 15 

Pro Asp Val Leu 
20 



ffi|iE#¥ 1 1-3059859 
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<210> 4 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Designed 
peptide to act as an immunogen 

<400> 4 

He Val Gly Gly Tyr Thr Cys Ser Arg Asn Ser Val Pro Tyr Gin Val 

15 10 15 

Ser Leu Asn Ser 
20 

<210> 5 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Designed 
peptide to act as an immunogen 

<400> 5 

Leu Gin Gly Val Val Ser Trp Gly Ala Gly Cys Ala Gin Lys Gly Lys 

15 10 15 

Pro Gly Val Ser 
20 

5 4 ailiE#¥ 1 1-3059859 
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[01] 

mmvr^hVzf^yy (2.5 ^tig/lane) $:SDS-PAGE (MTC^f^^T) -eJUlib, -h 

n -xmic^¥. ijihuVs/^^y^ ^n--^;i/mfi|t 005-208-e^#ibfeo 



ffi|iE4^^ 11-305985 
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[01] 



CM 

I 

U> 




1 
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mm] 



1 



aill#5}2: 1 1-3059859 
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7 

. ^ 16 ■ IE 

Sft#t : 1 0 &«jt #5989 



1 ^i^mtn^^ 


/^>f K-^ 0 04-2 03 


FERM P- 16 9 14 
















3. _ ^ • 






1 
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*^ 7 

$ it IE 

: 1 0 s 9 9 0 ^ 

mm^MB : ¥)SS 1 0 # 7 ^ 2 8 B 




^ .e-^^o^a _ — ^ 

SSrfi, 1 0 # 7^28 HKS«L^: lffliro«fe«!4St&tSo 



1 
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390010205 

*ftA 
100097582 

*M#^=^E^^ 1 T S 1 0 # 7 # ^rn-UT-g 
III 305 



1 
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m m A m m m ^ 



C39001020 5] 



1. MM^BB 

ft M 

5; ^ 



1 9 9 0^1 0,^ 2 9 H 
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